LNCaP (1) and DU145 (2) cells were cultured in RPMI 1640 medium containing 10% fetal bovine serum (FBS) in a 5% CO 2 humidified incubator. For androgen induced proximity experiments, the cells were cultured in 10% charcoal-stripped serum (Hyclone) containing phenol-red free media for 4 days. The charcoal-stripped serum has reduced hormone levels and is ideally suited for androgen signaling studies. This was followed by synchronization with 2.5 nM α-amanitin for 2 hrs, wash with charcoal-stripped serum containing media for 60 min and subsequent induction with either ethanol or DHT (100 nM) for 60 min. Alpha-amanitin is a specific inhibitor of RNA polymerase II and synchronizes the cells in G1 phase, thereby facilitating the induced proximity assays. Interphase cells were prepared for FISH analysis by standard hypotonic treatment and fixation without colcemide exposure (3). More specifically, cells were collected after trypsinization (0.05%) and suspended in 10% charcoal stripped serum containing RPMI 1640 medium to inactivate the trypsin. Cells were centrifuged for 7 minutes at 1200 rpm at room temperature. The supernatant was discarded and cells were re-suspended in pre-warmed 0.075M KCl hypotonic solution and incubated at 37C for 20 minutes followed by centrifugation to remove the hypotonic solution and fixation in methanol:acetic acid fixative ( 3:1). Cells were washed twice in fresh fixative followed by centrifugation at each time. Slides were then made for FISH analysis.
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Materials and Methods
Cell culture and fluorescence in situ hybridization (FISH)
LNCaP (1) and DU145 (2) cells were cultured in RPMI 1640 medium containing 10% fetal bovine serum (FBS) in a 5% CO 2 humidified incubator. For androgen induced proximity experiments, the cells were cultured in 10% charcoal-stripped serum (Hyclone) containing phenol-red free media for 4 days. The charcoal-stripped serum has reduced hormone levels and is ideally suited for androgen signaling studies. This was followed by synchronization with 2.5 nM α-amanitin for 2 hrs, wash with charcoal-stripped serum containing media for 60 min and subsequent induction with either ethanol or DHT (100 nM) for 60 min. Alpha-amanitin is a specific inhibitor of RNA polymerase II and synchronizes the cells in G1 phase, thereby facilitating the induced proximity assays. Interphase cells were prepared for FISH analysis by standard hypotonic treatment and fixation without colcemide exposure (3). More specifically, cells were collected after trypsinization (0.05%) and suspended in 10% charcoal stripped serum containing RPMI 1640 medium to inactivate the trypsin. Cells were centrifuged for 7 minutes at 1200 rpm at room temperature. The supernatant was discarded and cells were re-suspended in pre-warmed 0.075M KCl hypotonic solution and incubated at 37C for 20 minutes followed by centrifugation to remove the hypotonic solution and fixation in methanol:acetic acid fixative ( 3:1). Cells were washed twice in fresh fixative followed by centrifugation at each time. Slides were then made for FISH analysis.
FISH hybridizations were performed using Biotin and Digoxigenin labeled BAC DNA probes for ERG ( RP11-476D17) and TMPRSS2 (RP11-35C4) genes respectively. Approximately 200 ng of each probe was used per hybridization. Prior to hybridization, the slides were pre-treated by incubating with 2X SSC for one hour at 37°C, followed by passing through 70%, 80% and 100% alcohol for dehydration. The slides and probe mix were codenatured on a hot plate set at 75°C and hybridized overnight at 37°C. Post hybridization washes were performed at 45°C in pre-warmed 0.5X SSC solution (twice), followed by two washes in 1X PBS containing 0.1% Tween20. 500 µl of blocking reagent (CAS block, ZYMED) with 1% goat serum (Sigma) was added and incubated for 10 minutes at room temperature. FISH signals were detected using streptavidin Alexa fluor 594 conjugate (Invitrogen) and antidigoxigenin fluorescein antibodies (Roche). The slides were counterstained with prolong Gold antifade reagent containing 4', 6'-diamidino-2-phenylindole dihydrochloride (DAPI) (Invitrogen).
To assay for gene rearrangement in the ERG locus, FISH hybridizations were performed using BAC probes RP11-95I21 (Digoxigenin, green) and RP11-476D17 (Biotin, red) respectively.
Image acquisition and analysis
Fluorescence images were captured with 40X objective (pixel size 0.16125µm) using a cooled charge-coupled device (CCD) camera attached to a Zeiss Axioplan microscope. The chromatic aberration of the green and red channel was corrected before the evaluation. Automated image capture with Z-stacking was performed using ISIS software and the Metafer image analysis system (Meta Systems, USA). All the FISH images were coded and saved for independent blinded evaluation by two individuals. Image analysis and scoring was always performed on the original images without contrast enhancement. Contrast enhancement was made only for display in figures. The red and green signals were scored as co-localized if they overlap each other. In case of co-localizations, the total signal width is always less than the width of individual red and green signals added together.
SiRNA and knock-down studies
Non-targeting siRNA (D-001810-10-20) and androgen receptor siRNA (J-003400-08) were obtained from Dharmacon Inc. siRNA was transfected using Oligofectamine transfection reagent (Invitrogen). The knock-down levels were tested using quantitative reverse-transcription PCR (qRT-PCR) assay.
Gene expression studies
Quantitative reverse-transcription PCR (qRT-PCR) was performed using Power SYBR Green PCR master mix (Applied Biosystems) or TaqMan Universal PCR master mix (Applied Biosystems) on a 7900HT Fast Real-Time PCR system (Applied Biosystems) as described previously (4) (5). Primers for SYBR green assays for GAPDH, TMPRSS2-ERG and ERG (exon5-6) were as described (4) LNCaP -R5
LNCaP -R6 VCaP Figure S4 . Sequence analysis of the TMPRSS2-ERG fusion transcript in LNCaP clones R5 and R6, derived by irradiation with 1 Gy and 3 Gy respectively. The transcript break-points are identical to VCaP cells, which endogenously harbor this gene fusion. Gene structures for TMPRSS2 and ERG are shown using the GenBank reference sequences NM_005656 and NM_004449 respectively.
